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Herein we report two new fac-Re(I) tricarbonyl complexes, fac-[Re(CO)3(N(SO;)(1-nap)dpa)]PFs (C1) and
fac-[Re(CO)3(N(SO;)(2-nap)dpa)]PFs (€2), of two naphthalene derivatized tridentate ligands (N(SO,)(1-
nap)dpa (L1) and N(SO,)(2-nap)dpa (L2)) and one reported Re(I) complex, fac-[Re(CO);(N
(SO,Me;Nnap)dpa)]PFs (€3), of a dansyl appended di-2-picolylamine ligand (N(SO,Me,Nnap)dpa (L3)).
The properties of the compounds were elucidated using spectrophotometric measurements (UV-Vis,
FTIR and 'H NMR). A single crystal X-ray study was carried out for the three ligands. The 'H NMR spectra
of the three complexes obtained in DMSO d¢ displayed two doublets (exo-CH and endo-CH) for the mag-
netically inequivalent methylene protons, compared to their uncoordinated ligands where the methylene
protons show a singlet peak. The formation of the metal complexes was further supported by FTIR spectra
in which the S—N stretching band for the metal complexes appears at lower wavenumbers compared to
that of the corresponding free ligands. In comparison with the uncoordinated ligands, the Re(I) com-
plexes, C1 and C3, displayed a bathochromic shift while C2 showed a hypsochromic shift in the absorp-
tion spectra in methanol. The fluorescent maxima and the fluorescence quantum yield (®F) of L1 and L2
were 338 nm (®F = 0.056) and 343 nm (®F = 0.039), respectively. Interestingly, all the compounds except
C2 showed excellent fluorescent emissions. Biologically, the compounds were investigated for their cyto-
toxicity in vitro on human lymphocytes following the Trypan blue dye exclusion method. It was observed
that both Re(I) complexes as well as the ligands show low toxicity towards human lymphocytes at work-
ing concentrations below 10 mg/ml (L1, L2: 0.026 M, L3: 0.023 M, C1, C2, C3: 0.012 M). In silico studies
revealed that the ligands are potential candidates for anti-inflammatory agents and this was further sup-
ported by molecular docking studies, in which they showed a higher affinity for Prostaglandin synthase 2.
These drug-like molecules, having an affinity to bovine serum albumin, are thus potential drug leads for
anti-inflammatory agents.

© 2020 Elsevier Ltd. All rights reserved.

1. Introduction

[13]. Most importantly, “cold” rhenium complexes have many
applications in fluorescence imaging [14-16] and therapeutic

Metal complexes are widely used in the treatment [1-3] and
diagnosis [4-6] of many diseases, out of which their use in diag-
nosing and treating various types of cancers is paramount. An
increasing number of transition metals, such as 9°™Tc, Re(l), Ir
(IIT), Rh(III), and Pt(II), have been used in synthesizing metallophar-
maceuticals [4,7-12], while many serve as promising cell imaging
agents due to their promising biomedical properties, such as
radioactivity and attractive intrinsic photo-physical properties
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applications [17]; they also serve as model systems for ®°™Tc
[18-20], which is the most widely used radionuclide in nuclear
medicine. Furthermore, the '88/%6Re isotopes are beta emitters
and as such are used to treat cancers [19,21]. Of note is a recent
report on the development of a multifunctional silica platform as
a method to utilize the ®®™Tc-Re pair, integrating diagnosis and
therapy [22].

Even though numerous studies have been reported on metal-li-
gand complexes, their chemical properties and their photophysical
properties, not many in vivo studies have been reported on their
applications as bio imaging agents [5,23-27]. Rhenium(I) metal
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complexes are generally favoured over other metals due to their
kinetic inertness, long lifetime, large Stokes shift and ligand-deter-
mined-target specificity [26,28]. As the Re metal complex is kinet-
ically inert, it avoids ligand substitution [28]. The longer lifetime
and large Stokes shift [29] minimize the self-quenching effect of
the compound and facilitate in vitro cell imaging [15,30]. A notable
source of support for the above findings emerged from the obser-
vations of Leonidova and Gasser [1], as well as Fernandez-Moreira
[5], that Re organometallic complexes may be utilized as useful flu-
orophores in bio cell imaging. Lipophilicity, toxicity and localiza-
tion of the fluorophore have to be considered when utilizing it as
a cell imaging agent [13]. A comprehensive overview by Balasing-
ham et al. reported the cellular uptake and localization of com-
plexes with the fac-Re(CO)s core [31].

We were motivated by the previously reported studies on dipi-
colylamine (dpa) based ligands [32-35] which exhibit promising
pharmacological properties. Symmetrically complexed radiophar-
maceuticals derived from dipicolylamine (dpa), such as glu-
cosamine-dpa, have been synthesized and evaluated as imaging
and therapeutic agents [35]. Furthermore, the tertiary sulfonamide
linkage has been shown to be viable in bio conjugation, as well as a
model system for radiopharmaceuticals [6]. Just last year, we
reported [32] that  fac-[Re(CO);(NSO,Rdpa)]* (where
R = piperidine) may serve as a potential pharmaceutical for the
therapy of human breast cancer, mainly because these types of
compounds preferentially bind with sigma receptors. Herein, our
focus is on naphthalene derivatives, because naphthalene deriva-
tized compounds have been reported to possess anti-inflammatory
[36-38], antibacterial [36,39,40], antifungal and anticancer proper-
ties [41], and on the group dansyl because of its desired fluorescent
properties such as high fluorescence quantum yield and large
Stokes shift [42].

Non-steroidal anti-inflammatory drugs play a vital role in treat-
ing many diseases by inhibiting cyclooxygenase (COX-1 and COX-
2) enzymes which are responsible for the synthesis of prostaglan-
dins. The inflammatory process is a result of the production of
prostaglandins. Therefore, much effort has been made in previous
studies that describe the synthesis of potential anti-inflammatory
drugs [43,44]. However, to the best of our knowledge, no reports

exist where the dpaSO, scaffold is being used in synthesizing
anti-inflammatory agents. Thus, in this study, two ligands N
(SO2R)dpa (R = 1-naphthalene, 2-naphthalene) and one reported
ligand N(SO,R)dpa (R = 5-(dimethylamino)naphthalene) derived
from di-(2-picolyl)amine, all containing a tertiary sulfonamide
group [45], and their corresponding Re(I) complexes were synthe-
sized (Fig. 1). The chemical and biological properties of the com-
pounds were evaluated to attest their application as potential
biological agents. The ligands were screened for their drug-likeness
and molecular docking studies were carried out to evaluate the
preferred orientation, binding site and binding affinity of the
ligands to BSA (Bovine Serum Albumin). The anti-inflammatory
activity of the ligands was predicted and affinity to Prostaglandin
synthase 2 (COX-2) was analyzed in silico.

2. Experimental
2.1. Starting materials

1-naphthalenesulfonyl chloride ((1-nap)SO,Cl), 2-naphthalene-
sulfonyl chloride ((2-nap)SO,Cl), 5-(dimethylamino)naphthalene-
1-sulfonyl chloride (Me,NnapSO,Cl, dansyl chloride), di-(2-picolyl)
amine (N(H)dpa) and Re,(CO);o were used as received from Sigma-
Aldrich. All other chemicals were of reagent grade and used as
received, unless otherwise specified. [Re(CO)s(H,0);]OTf (OTf =
trifluoromethanesulfonate) was prepared by a known method [46].

2.2. Methodology

TLC analysis was performed and visualized with ultraviolet
light. UV-Vis absorption spectra were obtained using a GENESIS
10S UV-Vis spectrophotometer. FTIR spectra were recorded with
a Thermo Scientific NICOLET iS10 spectrometer. Fluorescence spec-
tra were obtained using a Thermo Scientific Lumina spectropho-
tometer. Solutions were prepared by dissolving the analyte in
methanol. Spectral data were processed with Luminous software.
Quantum yield measurements were taken by preparing solutions
of the test samples with increasing concentrations. The absorbance
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Fig. 1. Ligands and the complexes used in the study: N(SO,)(1-nap)dpa (L1), N(SO,)(2-nap)dpa (L2), N(SO,Me;Nnap)dpa (L3), fac-[Re(CO);(N(SO,)(1-nap)dpa)|PFs (C1), fac-

[Re(CO)3(N(SO;)(2-nap)dpa)]PFg (C2), fac-[Re(CO);(N(SO,Me,Nnap)dpa)|PFg (C3).
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was recorded in methanol. The samples were excited at 280 nm
and fluorescence spectra were recorded in the same solvent using
a 10 mm fluorescence cuvette. The slit width was kept as 10/10 nm
with scan speed of 60 nm/min. The integrated fluorescence inten-
sity was calculated from the spectra. Tryptophan was used as a
standard sample and the same steps were followed to calculate
the integrated fluorescence intensity. 'H NMR spectra were
recorded on a Bruker 400 MHz spectrometer in DMSO dg. Peak
positions are relative to tetramethylsilane (TMS) and the data were
analysed with MestReNova software. X-ray data was collected
using a Bruker Kappa APEX-II diffractometer at low temperature.
Cell refinement and data reduction were performed using Bruker
SAINT. The SHELXS97 program was used to solve the structures
and the SHELXL2014/7 program was used to refine the structures.

2.2.1. Synthesis of the [Re(CO)sL]PFs complexes

The following general procedure was employed to obtain the N
(SO2R)dpa ligands. A solution of the sulfonyl chloride (2.5 mmol) in
12.5 ml of dioxane was added dropwise over a period of 2 h to a
solution of N(H)dpa (0.92 ml, 5 mmol) in 50 ml of dioxane at
20 °C. The reaction mixture was stirred at room temperature for
24 h and then filtered to remove any precipitate before the dioxane
was completely removed by rotary evaporation. Water (30 ml,
pH ~5) was added to the resulting oil and the product was
extracted into CH,Cl, (2 x 25 ml), and then dried to yield an oil
which was used to synthesize the [Re(CO)sL]PFs complexes. A solu-
tion of the N(SO,R)dpa ligand (0.1 mmol) in 2 ml of water and 3 ml
of methanol was treated with aqueous [Re(CO)s;(H,0)5]OTf
(0.1 mmol). Methanol (3 ml) was added to dissolve the precipitate
formed (pH ~6). The clear reaction mixture was heated at reflux
overnight (12-16 h). A slight excess of NaPFs (~20 mg) was added
to the clear solution. The resulting precipitate was collected on a
filter and dried.

2.2.2. Synthesis of [Re(CO)3(N(S0)(1-nap)dpa)]PFs (C1)

Above described method with 1-naphthalenesulfonyl chloride
(0.58 g, 2.5 mmol) and N(H)dpa yielded the N(SO)(1-nap)dpa
ligand (L1) as a brown oil (0.75 g, 77% yield). Ry = 0.11 (dichloro-
methane/hexane 7:3). FTIR (cm™!): 1321, 1131 (S=0); 917
(S—N). 'H NMR (400 MHz, DMSO ds) 5 (ppm): 8.60 (d, J = 8.5 Hz,
1H), 8.32 (d, J = 4.1 Hz, 2H, H6/6'), 8.21 (d, ] = 2.9 Hz, 1H), 8.19
(d, J = 2.0 Hz, 1H), 8.07 (d, J = 8.3 Hz, 1H), 7.58-7.71 (m, 3H),
7.55 (t, J = 7.7 Hz, 2H, H4/4"), 7.15 (t, 2H, H5/5), 7.10 (d,
J = 7.8 Hz, 2H, H3/3'), 4.70 (s, 4H, CH;). Treatment of the ligand
(0.039 g) with [Re(CO)3(H,0)3]" (1.00 ml) as described above
yielded [Re(CO)3(N(SO;)(1-nap)dpa)]PFs as white crystals
(0.062 g, 83% yield). Ry = 0.09 (ethanol/hexane 6:4). FTIR (cm™1):
2025, 1899 (C=0); 1371, 1164 (S=0); 808 (S—N). 'H NMR
(400 MHz, DMSO dg) & (ppm): 8.95 (d, J = 8.6 Hz, 1H), 8.90
(d, J = 5.1 Hz, 2H, H6/6'), 8.72 (t, 2H), 8.33 (d, J = 7.3 Hz, 1H),
7.98 (t, 3H, H4/4’), 7.83-7.93 (m, 2H), 7.47 (t, 2H, H5/5'), 7.37
(d, J = 7.9 Hz, 2H, H3/3'), 5.66 (d, ] = 15.7 Hz, 2H, CH,), 4.52
(d,J = 15.7 Hz, 2H, CH,).

2.2.3. Synthesis of [Re(CO)3(N(S0)(2-nap)dpa)]PFs (C2)

The above described method with 2-naphthalenesulfonyl chlo-
ride (0.57 g) and N(H)dpa yielded the N(SO,)(2-nap)dpa ligand (L2)
as a brown oil (0.76 g, 78% yield). Ry = 0.52 (ethanol/hexane 7:3).
FTIR (cm™!): 1334, 1146 (S5=0); 928 (S—N). 'H NMR (400 MHz,
DMSO dg) & (ppm): 8.48 (s, 1H), 8.32 (d, J = 4.8 Hz, 2H, H6/6'),
8.12 (d, J = 7.9 Hz, 1H), 8.06 (t, 2H), 7.82 (d, J = 8.8 Hz, 1H), 7.66-
7.73 (m, 2H), 7.63 (t, 2H, H4/4'), 7.29 (d, ] = 7.8 Hz, 2H, H3/3’),
7.15 (t, 2H, H5/5'), 4.60 (s, 4H, CH,). Treatment of the ligand
(0.039 g) with [Re(CO)3(H,0)3]" (1.00 ml) as described above
yielded [Re(CO)3(N(SO;)(2-nap)dpa)]PFs as white crystals
(0.038 g, 47% yield). Ry = 0.14 (ethanol/hexane 7:3). FTIR (cm™1):

2037, 1912 (C=0); 1334, 1146 (S=0); 832 (S—N). 'H NMR
(400 MHz, DMSO dg) & (ppm): 9.13 (s, 1H), 8.89 (d, J = 5.3 Hz, 2H,
H6/6'), 8.45 (d, ] = 8.8 Hz, 1H), 8.34 (d, J = 8.2 Hz, 1H), 8.27 (m,
2H), 8.00 (t, 2H, H4/4'), 7.94 (t, 1H), 7.87 (t, 1H), 7.47 (t, 2H,
H5/5), 7.46 (d, 2H, H3/3’), 5.67 (d, ] = 16.1 Hz, 2H, CH,), 4.59 (d,
J = 16.1 Hz, 2H, CH,).

2.2.4. Synthesis of [Re(CO)3(N(SO>Me,Nnap)dpa)]PFs (C3)

The above described method with 5-(dimethylamino)naph-
thalene-1-sulfonyl chloride (0.68 g) and N(H)dpa yielded the N
(SO,Me,Nnap)dpa ligand as a brown oil. Slow evaporation of a
solution of the obtained compound in acetone produced yellow
needle-like crystals (1.01 g, 93% yield). Ry = 0.18 (dichloro-
methane/hexane 7:3). FTIR (cm™'): 1322, 1140 (S=0); 918
(S—N). Treatment of the ligand (0.043 g) with [Re(CO)3(H,0);]*
(1.00 ml) yielded [Re(CO)s(N(SO,Me,Nnap)dpa)]PFs (0.055 g, 70%
yield). Ry = 0.25 (ethyl acetate). FTIR (cm™'): 2036, 1907 (C=0);
1358, 1143 (S=0); 866 (S—N). 'H NMR data of the N(SO,Me,-
Nnap)dpa ligand and [Re(CO)3(N(SO,Me,;Nnap)dpa)|PFs matched
with the previously reported data [45].

2.3. Biological studies

2.3.1. Prediction of drug-likeness

The drug-likeness of the ligands synthesized in this study was
determined by evaluating the properties stated in Lipinski’s ‘rule
of 5’ [47]. The parameters mentioned in the ‘rule of 5’ are molecu-
lar weight (MW), the number of hydrogen bond donors and accep-
tors and the logarithm of the octanol/water partition coefficient
(LogP). Furthermore, properties such as molecular weight, hydro-
gen bond acceptors, hydrogen bond donors, water partition coeffi-
cient, molecular polar surface area and number of rotatable bonds
were calculated via ChemAxon (www.chemicalize.org) [48] and
molinspiration (www.molinspiration.com) [49] servers.

2.3.2. Identification of potential targets

The potential targets of the three ligands were predicted via
SwissTargetPrediction (www.swisstargetprediction.ch) [50]. With
SwissTargetPrediction, it is possible to identify proteins which
interact with known molecules that are similar to the molecule
of interest. It provides results including the predicted targets of
diverse species, target classes, common names, the similarity
between the ligand and all the known small molecules in the data-
base and the prediction probability. The server also provides valu-
able information on how to modify the ligand in order to increase
its biological activity by comparing the ligand with known similar
molecules.

2.3.3. In vitro cytotoxicity assay

Isolation of human leukocytes was done using Histopaque-
1077, as described in the standard protocol [51]. The viability of
the leukocytes was determined by the Trypan blue dye exclusion
method using a haemocytometer. The cells were incubated for
30 min with each compound using increasing concentrations at
37 °C. Each assay was carried out in triplicate and the mean viabil-
ity of the leukocytes after treatment with the compounds was
calculated.

2.3.4. Fluorescence micrographs

Allium cepa bulb cells and isolated human leukocytes were
treated with each compound at their maximum tolerable concen-
trations (5 mg ml~! solution of N(SO,)(1-nap)dpa(L1),1.25 mg ml ™!
solutions of N(SO,)(2-nap)dpa (L2), N(SO,Me,Nnap)dpa (L3) and
[Re(CO);L2)]PFs (€2); 10 mg ml~! solutions of [Re(CO)sL1)]PFg
(€C1) and [Re(CO);3L3)]PF; (€3) dissolved in DMSO-PBS buffer (4:1)
solution). The cells were incubated for 10 min at room temperature
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and observed under an Olympus BX51 epifluorescence microscope.
Fluorescent micrographs were captured with an Olympus DP-70
camera and analyzed using Olympus Stream software.

2.3.5. Molecular docking studies

The binding affinity of the ligands to Prostaglandin G/H syn-
thase 2 and Bovine Serum Albumin (BSA) was calculated using
AutoDock Vina [52] wizard in the PyRx 0.8 software. The ligand
structures were converted into PDB format using Avogadro 1.0.1.
The protein structures were obtained in PDB format from the RCSB
protein data bank (https://www.rcsb.org/structure/5KIR and
https://www.rcsb.org/structure/6QS9) and prepared for molecular
docking. The PDBQT files of the ligands were manually altered to
assign the pyridyl nitrogen atom as an aromatic nitrogen atom.
Blind docking was carried out to determine the specific binding
pockets and binding affinity of the ligands to the selected proteins.
Visualization of the conformations was done using the Discovery
Studio software.

3. Results and discussion

The synthesis of the ligands L1 and L2, as well as the crystal
structures of all three ligands including L3 which is described else-
where [45], are reported herein. The two novel metal complexes
reported in this study are examples of tertiary sulfonamide linear
tridentate ligands bound to the fac-[Re(CO);]* core. Both the
ligands and the corresponding metal complexes were synthesized
in good yield and the completion of the reactions was monitored
by TLC analysis as well as by UV-Visible analysis.

3.1. X-ray characterization

The crystal structures of the synthesized ligands provided evi-
dence for the formation of a bond between the sulfonyl chloride
and dpa moieties, as shown in the ORTEP of the ligands drawn at
50% probability (Fig. 2). The crystal structures of the ligands L1,
L2 and L3, crystallized from dichloromethane, were determined
using diffraction data collected at low temperature on a Bruker
Kappa Apex-II diffractometer using MoKa (L1 and L2) or CuKo
(L3) radiation. Absorption corrections were applied using the

multi-scan method. Hydrogen atoms were visible in difference
maps, but were placed in idealized positions and treated as riding
in the refinements. The crystals of L3 were small, weakly scattering
3-component twins, and refinement was versus a TWIN4 file pro-
duced by TWINABS. The twin fractions were estimated to be
59:34:7. Crystal data and refinement parameters are given in
Table 1. The structural data have been deposited with the Cam-
bridge Crystallographic Data Centre under deposition numbers
CCDC 1961664-6. The S—N bond lengths of L1, L2 and L3
(1.6321(5), 1.6277(10) and 1.614(3) A, respectively) are within
the accepted range for sulfonamide bond values reported in previ-
ous studies [32]. The S=0, C—S and C—N bond lengths of the
ligands lie within the normal range [53]. The bond angles around
the N2 atom (C6-N2-C7, C6-N2-S1 and C7-N2-S1) are ~120°
(Table 2) and therefore a trigonal planar geometry is observed
around the N2(sp?) nitrogen atom.

3.2. 'TH NMR characterization

The 'H NMR spectra of the ligands and the metal complexes
were recorded in DMSO dg and the peaks were assigned to the
structures of the ligands and the corresponding Re complexes
(Fig. 3). The aromatic protons of the ligands were observed in the
region ¢ 7.09-8.6 ppm. All the peaks of the spectra of the ligands
have been deshielded upon binding to the metal precursor due to
electron withdrawing inductive effect of the metal. The singlet
peak in each spectrum of the free ligands L1, L2 and L3 (at ¢ 4.7,
4.6 and 4.69 ppm, respectively) for the methylene protons appears
as two doublets (endo- and exo-CH) in the spectra of the corre-
sponding metal complexes (Table 3) as the methylene protons ori-
ent magnetically non-equivalent protons upon binding the metal
precursor.

3.3. FT-IR spectroscopy

The spectroscopic data of the metal complexes were compared
with the corresponding data of their ligands to confirm the forma-
tion of the metal complexes (Table 4). In the FTIR spectra of the [Re
(CO)L]* complexes, two strong absorption peaks between 2025
and 1912 cm™! are attributed to the stretching vibrations of the

Fig. 2. ORTEPs of the ligands: N(SO,)(1-nap)dpa (L1), N(SO;)(2-nap)dpa (L2), N(SO,Me,Nnap)dpa (L3). Thermal ellipsoids are drawn at the 50% probability level.
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-nap)dpa (L1),

N(S02)

L1 L2 L3
Empirical Cy2H19N30,S C22H19N30,S C4H24N40,S
formula
Deposition CCDC 1961664 CCDC 196165 CCDC 1961666
number
Formula 389.46 389.46 432.53
weight
Radiation wavelength (A)  0.71073 0.71073
1.54184
Crystal Monoclinic Monoclinic Triclinic
system
Space group  P24/n P24/n P-1
Unit cell dimensions
a (A) 9.8660(3) 20.8812(7) 9.8550(7)
b (A) 13.3371(5) 5.6639(2) 10.2883(8)
c(A) 13.9301(5) 17.2000(5) 11.6138(9)
o (deg) - - 101.999(5)
B (deg) 93.001(2) 114.172(2) 101.451(5)
y (deg) - - 107.858(5)
v (A3) 1830.46(11) 1855.87(11) 1051.91(14)
T (K) 100 100 20
z 4 4 2
density 1413 1.394 1.366
(Mg
m3)
F000) 816 816 456
abs coeff 0.20 0.20 1.61
(mm™")
crystal size 0.36 x 0.30 x 0.21 0.37 x 0.19 x 0.05 0.18 x 0.12 x 0.10
(mm)
20max(deg) 742 66.4 122.6
Rine 0.021 0.041 0.220
RIF? > 20 0.030 0.045 0.081
(P)]
WR(F?) 0.090 0.118 0.240
res. dens —0.33, 0.62 —-0.29, 0.55 —0.62, 0.68
(eA™)
data/param  9336/253 7043/253 3234/282
Table 2

Selected bond lengths/A and bond angles/® for N(SO,)(1-nap)dpa (L1), N(SO,)(2-nap)
dpa (L2) and N(SO,Me,Nnap)dpa (L3)

L1 L2 L3
S1-N2 1.6321(5) 1.6277(10) 1.614(3)
N2-C6 1.4605(7) 1.4742(16) 1.455(5)
N2-C7 1.4646(7) 1.4714(16) 1.480(6)
N1-C1 1.3407(9) 1.3488(18) 1.348(5)
N1-C5 1.3420(8) 1.3327(17) 1.345(5)
N3-C8 1.3432(8) 1.3408(17) 1.344(5)
N3-C12 1.3410(9) 1.3372(19) 1.342(6)
S1-C13 1.7706(6) 1.7699(12) 1.782(4)
$1-01 1.4384(5) 1.4338(10) 1.436(3)
$1-02 1.4386(5) 1.4331(10) 1.430(3)
C5-N1-C1 117.60(6) 116.76(12) 116.2(3)
C12-N3-C8 117.27(6) 117.66(12) 116.2(4)
C6-N2-C7 118.90(5) 117.23(10) 117.2(3)
C6-N2-51 120.33(4) 119.48(9) 119.9(3)
C7-N2-S1 118.42(4) 115.70(8) 121.2(3)

carbonyl ligands of the Re(CO); core [3] and these peaks have
shifted to a lower frequency in comparison with those of the pre-
cursor [Re(CO)3(H,0)3]OTf (1914 and 2036 cm™!). The three car-
bonyl stretching frequencies confirmed the facial geometry of the
Re complexes [54]. Peaks due to S—N stretching vibrations,
observed at 916-929 cm™! in L1-L3, have shifted to lower
wavenumbers in the respective metal complexes as the donation
of the lone pair electrons on the sp? hybridized sulfonamide nitro-
gen atom lowers the initial S—N bond energy. The vibration bands

due to asymmetric and symmetric stretching vibrations of the sul-
fonamide groups of the compounds are clearly visible in the
regions 1321-1371 and 1131-1164 cm™! (Table 4). The broad peak
that appears at 3331 cm™! in the spectrum of [Re(CO);(H,0);]0Tf
cannot be seen in the spectrum of the complex, which confirms
the formation of a bond with the ligand.

3.4. UV-Visible and fluorometric analysis

The UV-Visible spectra were recorded from 200 to 500 nm for
all six compounds (Fig. S1). The higher energy band observed at
230 nm for L1 was attributed to intra-ligand transitions (n — 7*
and m — 1*) which could arise from the heterocyclic, conjugated
aromatic structure of the ligand. The absorption spectrum of C1
shows a bathochromic shift compared to its free ligand, with an
intense absorption band at 247 nm and two shoulder bands at
217 and 269 nm. The lower energy band in the region 320-
350 nm was attributed to a metal to ligand charge transfer (MLCT)
transition. The assignments of these peaks are in good agreement
with the previously reported results for [Re(bcp)(CO)s(4-
COOHPy)](ClO4) [55].

The absorption spectrum of €2 shows a hypsochromic shift
compared to the spectrum of L2. Three absorption bands could
be observed in the UV spectrum of L3 at 217, 256 and 342 nm.
The band at 256 nm was ascribed to charge transfer transitions
(CT) involving the dimethylamino moiety as a donor and the dan-
syl group as an acceptor, while the band at 342 nm was ascribed to
a CT transfer in the dansyl group [56]. Dansyl derivatized com-
pounds are reported to have a twisted intramolecular charge trans-
fer (TICT), in which the N-amine group behaves as the donor group
and the naphthyl group behaves as the acceptor [57]. Upon binding
to the Re atom, the band at 342 nm has shifted and broadened as a
result of a MLCT (metal to ligand charge transfer) transition.

The small shoulder band, appearing at 260 nm in the spectra of
L1, C1, L2 and C2, was used to excite the compounds and get emis-
sion spectra (Fig. 4). The lower fluorescence intensities of C1 and
C2 in comparison with those of the free ligands L1 and L2 may
be due to quenching of fluorescence upon direct binding of the sul-
fonamide nitrogen atom to the Re metal atom.

The L3 ligand and its Re complex were excited at 339 nm and
the emission spectra were obtained in methanol (Fig. 4). A single,
broad emission band for L3 was observed in the 500-600 nm
region. As in the other compounds used in this study, L3 and C3
show a concentration dependence of the fluorescence intensity,
in which at lower concentrations, the fluorescence intensity
increases when the concentration of the compound increases.
However, for L3 and C3, after a certain point, upon increasing the
concentration of the compounds, the fluorescence intensity starts
decreasing, possibly due to an inner filter effect [58]. As expected,
the fluorescence intensity is quenched after binding the ligand L3
to the tricarbonyl Re(I) moiety.

The emission spectra of all the synthesized compounds except
C1 show remarkable fluorescence intensities, and thus may be
investigated further in bioimaging applications. Ranasinghe et al.
(2016) has reported that even the quenched fluorescence intensity
could be enhanced once the compound is bound to biomolecules in
a cellular environment [25]. The Stokes shifts for the compounds
were calculated using the emission and excitation maxima
obtained from the spectra.

Als = Amax(emission) — imax(@absorbance)

According to the results, the Stokes shifts for L1, L2, L3, C1, C2
and C3 are 116, 113, 308, 126, 78 and 326 nm, respectively
(Table 5). C3 possesses the largest Stokes shift among the com-
pounds, which makes it favourable for a fluorescent dye.



6 T. Darshani et al./ Polyhedron 185 (2020) 114592
d
i H3/3'
! g expo-CH
H6‘6 H4/4 HS/S' | endo’CH ’
| ¢ |
_A____Jl L__._.._)‘LJ"U'LL__JM\}-'L _J ) Vi T k , S
(c} CHZ
H6/6' H4/4' H3,/ ? H5/S |
! H ' |
- | A‘Jﬁ& J‘J‘q.mﬁl}“k JA;,nL - — — B \__
(b) H4/4'
H6/6' l Hs/s: H3/3 andoiCh] exo-CH
! || \
__.__a‘-'u»LL.J""'- M . ‘.'Iu!"’-""l'- AA....;“M' L} _7//._.1' J‘L o hh-__/’k’"\_.
(a) CH;
' H3/3'
H6/6' s HS/5' l / |
f |
A L_)J‘Im__.»M AR Jh"’ L/l S
e e e e e e
9.'1 8.9 8.7 I 8.5 8.3 8.1 7.9 77 7.I5 7.3 ' 71 527 5.5 I 5.3 571 4.9 4.7 4.5
f1 (ppm)

Fig. 3. 'H NMR spectra of N(SO,)(1-nap)dpa (a), [Re(CO)3(N(SO,)(1-nap)dpa)]PFs (b), N(SO,)(2-nap)dpa (c) and [Re(CO)s(N(SO,)(2-nap)dpa)]PFs (d) in DMSO dg at 25 °C.

Table 3
Comparison of 'H NMR shifts (3, ppm) of selected peaks of the synthesized compounds in DMSO dg at 25 °C.
H6/6' H5/5' H4/4 H3/3' CH,
N(SO,)(1-nap)dpa 8.32 7.15 7.55 7.10 4.70
[Re(CO)3(N(SO,)(1-nap)dpa)]PFs 8.90 7.47 7.98 7.37 5.66, 4.52
A (ppm) of C1 (+)0.58 (+)0.32 (+)0.43 (+)0.27
N(S0,)(2-nap)dpa 8.32 7.15 7.63 7.29 4.60
[Re(CO)3(N(SO,)(2-nap)dpa)]PFs 8.89 7.47 8.00 7.46 5.67, 4.59
A8 (ppm) of €2 (+) 0.57 (+)0.32 (+) 037 (+)0.17
N(SO,Me;Nnap)dpa 8.33 7.15 7.53-7.59 7.09 4.69
[Re(CO)3(N(SO,Me,Nnap)dpa)]PFs 8.92-8.89 7.49-7.39 8-7.92 7.49-7.39 5.63, 4.53
Table 4 =+==- N(S0,)(1-nap)dpa
The characteristic IR peaks of the ligands and their metal complexes in cm™"'. —— [Re(CO),(N(SO,)(1-nap)dpa)lPF,
- 60000 — =++=+-N(80,)(2-nap)dpa
Ligand/Complex VS-N Vas(SO2) V(S02) V(CO) [Re(CO),(N(SO,)(2-nap)dpa)lPF,
L1 917 1321 1131 1 ; N(SO Me,Nnapldpa
ca 808 1371 1164 2025, 1899 50000 - EReEOUNEO e Rt al )
12 928 1334 1146 | '
c2 832 1334 1146 2037, 1912
L3 918 1322 1140 40000 g i
c3 866 1358 1143 2036, 1907 P
S300004 | ! ; oA
S ) )= I : /! '
3.5. Biological studies = ; \ /
200004 | !
. . . ! ‘\ ,I
3.5.1. Prediction of drug-likeness i /
Solubility and membrane permeability of a compound should 10000 /
be tested when designing a new drug and it should not violate e
the ‘rule of 5’ for it to be an orally active drug. Such compounds ) W
should possess MW < 500, logP < 5, hydrogen bond donors < 5, 0 T T T — T T
300 350 400 450 500 550 600 650

hydrogen bond acceptors < 10, polar surface area < 150 A% and
rotatable bonds < 10 [59]. These parameters were calculated via

Wavelength (nm)

ChemAxon (https://chemaxon.com/) and Molinspiration (https://
www.molinspiration.com) servers and the results revealed that
all the parameters mentioned above are within the range for the
three ligands reported in this study (Supporting Information,
Table S1) with zero violations which indicates their potential appli-
cability as drug leads.

Fig. 4. Fluorescence spectra of N(SO,)(1-nap)dpa (0.1 mM), [Re(CO)3(N(SO,)(1-nap)
dpa)]PFs (0.1 mM), N(SO,)(2-nap)dpa (0.1 mM), [Re(CO);(N(SO,)(2-nap)dpa)]PFs
(0.1 mM), N(SO,Me,Nnap)dpa (0.01 mM) and [Re(CO)3(N(SO,Me,Nnap)dpa)|PFs
(0.1 mM) in methanol at 298 K.


https://chemaxon.com/
https://www.molinspiration.com
https://www.molinspiration.com
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Table 5

Photophysical properties of the synthesized compounds in methanol.
Test sample Excitation wavelength/nm Emission wavelength/nm Fluorescence Quantum yield Als/nm
N(S0,)(1-nap)dpa 260 338 0.056 116
[Re(CO)5(N(SO,)(1-nap)dpa)]PFs 260 335 - 126
N(S0,)(2-nap)dpa 260 343 0.039 113
[Re(CO)3(N(SO,)(2-nap)dpa)]PFg 260 325 - 78
N(SO;Me;,Nnap)dpa 339 525 - 308
[Re(CO)3(N(SO,Me,;Nnap)dpa)]PFs 339 535 - 326

1004

Percentage cell viability

25

0 5 10 15 20 25 30
Concentration (mM)

Fig. 5. Percentage cell viability of human lymphocytes incubated in compounds L1,
L2, L3, C1, C2 and C3 at different concentrations (mM).

_

3.5.2. Identification of potential targets

Target prediction by SwissTargetPrediction (http://www.swis-
stargetprediction.ch) revealed that the ligands can be prostaglan-
din G/H synthase 2 inhibitors. Prostaglandin G/H synthase 2
(COX2 or Cyclooxygenase-2) is induced with inflammation in
mammalian species [60] and belongs to the target class of oxidore-
ductase. Anti-inflammatory drugs inhibit the activity of the Prosta-
glandin enzyme. The server predicts a probability of 6.7% for L1, L2
and L3 to have oxidoreductase as biotargets.

3.5.3. In vitro cytotoxicity assay

The cytotoxicity and cellular uptake properties of the synthe-
sized compounds were investigated against human lymphocytes
[61]. The compounds were dissolved in DMSO:PBS (4:1) solution
as the compounds are not soluble in water. We did not observe sig-
nificant toxicity against cells due to the DMSO solutions used in the
study. The viable cell count of the cells incubated with the free

(b)

Fig. 6. Micrographs of Allium cepa bulb cells incubated with 0.003 M of N(SO,Me,Nnap)dpa (L3) in DMSO solution under an optical microscope (a), under an epifluorescence
microscope (b). Micrographs of Allium cepa bulb cells incubated with 0.012 M of [Re(CO)3;L3]PFs (€C3) in DMSO solution under an optical microscope (c), under an

epifluorescence microscope (d).


http://www.swisstargetprediction.ch
http://www.swisstargetprediction.ch

ligands could not be determined at a higher concentration than
26 mM due to the water insolubility.

The toxicity to cells increases with the ligand concentration for
L2 and L3. However, L1 is observed to have no significant toxicity
up to 13 mM and the cell viability is in the range of 87 to 90%
(Fig. 5). The compounds were not toxic in the tested range of con-
centrations, therefore the ICsq values of the compounds were not
determined. The reported compounds are well tolerated by mam-
malian cells at their highest soluble concentration. This is a desir-
able character for a drug lead which seeks a specific activity.

3.5.4. Fluorescence microscopy

The three ligands revealed good fluorescence properties which
led us to study further the cellular uptake of the compounds to
assess their potential to be utilized as bioimaging agents. When
incubated with Allium cepa bulb cells, increased fluorescence was
detected around the cells where the cell wall accumulated the
compound. Fluorescence images taken for the compounds L1, L2,
C1 and C2 did not show any focal concentrations that would
enhance the fluorescence inside plant cells and human lympho-
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cytes and, therefore, the compounds are not effective fluorophores
for the tested cell types. The conjugated, aromatic structure of the
dansyl group in L3 and C3 is expected to exhibit enhanced emis-
sion intensities, which is good in bioimaging applications as the
tissue penetration ability increases [23]. Plant cells illuminated
after treatment with L3 and C3 produced images at the maximum
tolerable concentrations, but the cellular uptake of the compounds
is not clear (Fig. 6). However, local accumulation in the cell walls
showed contrasting fluorescence around the plant cells. Since flu-
orescence microscopy does not show distinct focal points of fluo-
rescence, it is not a suitable method to determine the cellular
uptake of these compounds.

3.5.5. Molecular docking studies

Preliminary docking studies were carried out to evaluate the
ligands’ binding to prostaglandin synthase 2 (Fig. 7). Docking stud-
ies revealed that L1 binds to the prostaglandin protein with a bind-
ing affinity of —9.0 kcal/mol, while L2 binds to the protein with a
calculated binding energy of —8.7 kcal/mol (Fig. 8). Both ligands
bind to pockets in the dimer interface, suggesting changes that

- —

Fig. 7. Molecular docked structures of the ligands L1 and L2 with Prostaglandin synthase 2.
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Fig. 8. Bonding interactions of the ligands L1 and L2 with Prostaglandin synthase 2.
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Fig. 9. Molecular docked structures of the ligands L1 and L2 with BSA.
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Fig. 10. Bonding interactions of the ligands L1 and L2 with BSA.

would affect the global conformation and the activity of the
protein.

Serum albumins play a major role in distributing drugs in the
body. Further to support their drug-like nature, we analyzed their
binding to Bovine Serum Albumin (BSA). The ligands were docked
in specific binding pockets in BSA with thermodynamically favour-
able binding energies, indicating the possibility of interaction lead-
ing to serum distribution (Figs. 9 and 10). The ligands L1 and L2
interact with BSA with predicted binding energies of —6.2 and
—7.0 kcal/mol, respectively.

4. Conclusions

In conclusion, we have synthesized and characterized three
dipicolylamine-based ligands and their corresponding rhenium(I)
complexes. This study has examined the photophysical properties
and the capability of the compounds to be utilized as anti-inflam-
matory drug leads.

The formation of the three ligands was confirmed by spectro-
scopic measurements, including 'H NMR and X-ray crystallo-
graphic analysis. We report the single crystal structure and
structural refinement data for L1-L3. We also present UV-Vis, FTIR
and emission spectroscopy data for all six compounds. The absorp-
tion spectrum of C1 shows a bathochromic shift while C2 shows a
hypsochromic shift compared to the free ligands. The metal to
ligand charge transfer (MLCT) transitions of C1 and C3 lie in the

region 320-350 nm. The three ligands agree with the Lipinski’s rule
of 5 and the drug-likeness properties evaluated by ChemAxon and
Molinspiration servers confirmed their potential bio applicability
as drug leads. To further support the results obtained by SwissTar-
getPrediction, the binding ability of the ligands to BSA was studied
through molecular docking and the results indicate a high serum
distribution for all three ligands. Specific binding modes of the
ligands to prostaglandin synthase 2 suggests that the ligands are
probable inhibitors and could be further studied as suitable com-
pounds to act as anti-inflammatory agents. Cytotoxicity was tested
for all six compounds on Allium cepa bulb cells and human lympho-
cytes. The compounds were not toxic to human lymphocytes at
their highest soluble concentration. Remarkably higher fluores-
cence intensities were given for compounds L1, L2, L3, C2 and C3
at 10 uM concentration. L3 and €3 showed a concentration depen-
dence of the maximum fluorescence intensity. Unfortunately, the
fluorescent studies were not conclusive for cellular uptake and fur-
ther studies are warranted to ascertain the cellular uptake of the
compounds.
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